blocking antibody (anti-NRP1) 10 min prior to addition of R-Ag. Representative images for these three conditions are shown (R-Ag, red; nuclei, blue).
) was added to cells 10 min prior to addition of R-Ag.
Representative images are shown (red, silver particles; blue, nuclei). Scale bar, 10 µm.
(B) The effect of GIPC1/synectin depletion on R-Ag and TF uptake into HUVEC cells.
The cells were treated with a GIPC1/synectin siRNA and then incubated with R-Ag or TF for 3 h at the concentration as described in Methods. The intensity of probe signal was normalized to the average of negative controls (NS siRNA treated) as relative uptake (y-axis).
(C) Surface NRP1 expression following knockdown of GIPC1/synectin. PPC1 cells were treated with NS siRNA or a GIPC1/synectin siRNA as described in Methods. After fixation, surface NRP1 was stained with a mouse anti-human NRP1 antibody and visualized by confocal microscopy. The average intensity of NRP1 staining per cell was quantified by ImageJ and normalized to that of NS siRNA-treated cells (y-axis). were similarly starved before R-Ag (5 pM) was added for 1-h incubation.
After etching and fixation, the fluorescence intensity of internalized particles was quantified by flow cytometry, and the curves were overlaid using FlowJo. The experiments were performed three times and a representative result is shown. 
